Materials and Reagents
e. In the meantime, wash the gel filtration column that is supplied in the kit. Pour off the storage solution and equilibrate the column with 3 x 3 ml buffer A using gravity flow. 4 www.bio-protocol.org/e2223 
region. We attribute the increase in the MST-traces at the end of each run to convection
( Figure 3) .
B. Data processing and analysis
Data processing and analysis were carried out using the MO.Affinity Analysis program (NanoTemper). Three or four replicates were merged to form one dataset.
1. Select the appropriate binding model. We selected KD.
2. Enter the concentration of your fluorescently labelled molecule (TargetConc) and fix this by ticking the box.
3. The program will compute the KD-value and the associated uncertainty. The NrdI-FNR interaction was analysed using the 'Thermophoresis with T jump' evaluation strategy. a. Collect an absorbance spectrum of the labelled protein using a UV-vis spectrophotometer.
b. Read the absorbance at 280 nm and the absorbance at λmax of the dye (varies depending on the dye used).
c. The concentration of the labelled protein can be found using the following formula:
www.bio-protocol.org/e2223 The degree of labelling can be found using the equation below:
where, εmax is the extinction coefficient of the dye. Add 500 μl 10% Tween-20 to a final concentration of 0.05% prior to the experiments
